100 units/ml penicillin and 100 μg/ml streptomycin (GIBCO, 15140122, CA, USA), 55 uM β-mercaptoethanol (GIBCO, 21985023, CA, USA). Once cells reached 70% confluence, plates were rinsed once in either 5.5 mM glucose DMEM/15% FBS/55 uM β-mercaptoethanol or 25 mM glucose DMEM/15% FBS/55 uM β-mercaptoethanol and then incubated in the same medium. Metformin were added for 24 hours, and culture medium was collected and insulin level was determined by insulin ultrasensitive EIA (Alpco Diagnostics, Slemm, NH). 
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